Background: The prognostic importance of anemia for cardiovascular (CV) events and mortality has been extensively investigated. However, little is known about the impact of transferrin saturation (TSAT), a marker reflecting the availability of iron for erythropoiesis, on clinical outcome in dialysis patients.
Introduction
Anemia is prevalent in patients with chronic kidney disease (CKD), and develops during the early stages of the disease and worsens as renal function declines [1, 2] . It is well known that anemia is closely linked with fatigue, exercise intolerance, and poor quality of life. In addition, anemia has been demonstrated to be an independent risk factor for left ventricular hypertrophy (LVH), congestive heart failure (CHF), and cardiovascular (CV) mortality [3] [4] [5] . In CKD patients, anemia is also associated with the progression of renal dysfunction [6, 7] .
Anemia in CKD patients is attributed to inadequate production of erythropoietin, iron and/or folate deficiency, secondary hyperparathyroidism, chronic inflammation, and bone marrow suppression due to uremic toxins [8] . Among these factors except for erythropoietin deficiency, iron deficiency is the leading cause of anemia in patients with CKD. Therefore clinicians must determine patients' iron levels not only at the start of erythropoiesis-stimulating agent (ESA) therapy but also monitor iron levels during ESA treatment in this population [9, 10] . To evaluate iron status, serum iron concentrations, transferrin saturation (TSAT); the ratio of serum iron to total iron-binding capacity (TIBC), multiplied by 100, and serum ferritin levels are commonly used. While serum iron concentrations and TSAT reflect the amount of iron available for erythropoiesis, serum ferritin levels are the only marker of total body iron stores. Ferritin levels also are greatly influenced by nutritional and/or inflammatory status and do not correlate well with bone marrow findings in patients with various chronic diseases [11] . Considering these findings, TSAT ,20% and serum ferritin concentrations ,100 ng/mL are regarded as absolute iron deficiency, and TSAT ,20% and serum ferritin levels .100 ng/mL as relative iron deficiency [9, 11] .
Iron is an essential nutrient. It plays critical roles in binding and transporting oxygen, oxidative metabolism by serving as a component of the mitochondrial respiratory chain proteins, and
Patients
Initial recruitment for this prospective observational multicenter study included all ESRD patients who started dialysis between August 1, 2008 and December 31, 2012 at 27 centers of the CRC for ESRD in Korea. Among these patients, we excluded those who were younger than 18 years old, had a history of kidney transplantation prior to dialysis therapy, had an underlying active malignancy or acute infection, or died within 3 months of the initiation of dialysis. Patients who were not anemic; anemia was defined as Hb ,13 g/dL in men and ,12 g/dL in women according to World Health Organization (WHO) criteria [19] , had a recent bleeding episode, or had insufficient baseline data were also excluded from the study. Ultimately, a total of 879 incident dialysis patients were included in the final analysis.
Data Collection
Demographic and clinical data were recorded at the time of study entry, including age, gender, body mass index (BMI) calculated as weight/height 2 , primary renal disease, comorbidities, and medications. Coronary arterial disease (CAD) was defined as a history of angioplasty, coronary artery bypass grafts, myocardial infarction, or angina, while peripheral arterial disease (PAD) was defined as a history of claudication, ischemic limb loss and/or ulceration, or peripheral revascularization procedure. At the time of study entry and every 3 months thereafter, laboratory data were measured from fasting blood samples, which were drawn prior to the start of hemodialysis (HD) on the day of a midweek session in HD patients and at 2-hours after the first peritoneal dialysis (PD) exchange with 1.5% dextrose dialysate in PD patients. The estimated glomerular filtration rate (eGFR) was calculated using the four-variable Modification of Diet in Renal Disease study (MDRD) and Chronic Kidney Disease Epidemiology Collaboration study (CKD-EPI) equations [20] . In addition, a 24-hour urine collection was performed to determine residual urine volume, and 24-hour urinary protein, urea, and creatinine excretion. Nutritional status was also evaluated by the subjective global assessment (SGA) score [21] . The quality of life was assessed using a Korean version of Kidney Disease Quality of Life Short Form (KDQOL-SF, version 1.3) [22] .
Echocardiography was performed on a non-dialysis day in HD patients and in the morning with an empty abdomen in PD patients, close to the time of discharge, based on the imaging protocol recommended by the American Society of Echocardiography. Left atrial dimension (LAD) was assessed at the end of the ventricular systole at the level of the aortic valve, according to the leading-edge-to-leading-edge convention. Left ventricular (LV) mass was determined using the method described by Devereux et al. [23] , and the LV mass index (LVMI) was calculated by dividing LV mass by body surface area. LV hypertrophy (LVH) was defined as a LVMI .131 g/m 2 for men and .100 g/m 2 for women [24] . LV systolic function was estimated by the LV ejection fraction (LVEF) using a modified biplane Simpson's method from the apical two-chamber and four-chamber views. Inter-ventricular septal thickness (IST), left ventricular posterior wall thickness (LVPWT), and left ventricular dimensions (LVEDD, LVESD) were also measured at the end of both the diastolic and systolic phases. Multiple reproducibility, inter-reader reliability, intra-reader reliability, and reader drift analyses were performed at a core echocardiography laboratory (Kyungpook National University, Daegu, Korea) on a random sample of 3% of the entire cohort each year. The intra-class correlation coefficients for the echocardiographic measures were 0.773 for LAD, 0.745 for LVMI, and 0.842 for LVEF.
Outcome measures
For the current study, all mortality and hospitalization event records were retrieved from the CRC for ESRD database and carefully reviewed. The primary endpoints were CV mortality and CV composite outcome (death and hospitalization), and the secondary endpoint was all-cause mortality. CV event was considered death or hospitalization from myocardial infarction/ ischemia, congestive heart failure, pulmonary edema, or cerebrovascular disorder.
Statistical analysis
Statistical analysis was performed using SPSS for Windows, version 18.0 (SPSS Inc., Chicago, IL, USA). Data are expressed as mean 6 standard deviation or median (interquartile range) for continuous variables, and as a number (percentage) for categorical variables. Normality of distribution was assessed by the ShapiroWilk test. Patients were categorized into 3 groups according to TSAT concentrations; #20%, 20-40%, and .40%. Patient demographics, clinical characteristics, and laboratory findings were compared among the three groups using ANOVA or Kruskal-Wallis test for continuous variables and the chi-square test for categorical variables. Cumulative survival curves for CV mortality, CV composite outcome, and all-cause mortality were created by the Kaplan-Meier method, and between-group survival was compared by a log-rank test. The independent prognostic power of TSAT for clinical outcomes was ascertained by multivariate Cox proportional hazards regression analysis, which included only the variables of a P-value ,0.10 on the univariate analysis. Binary logistic regression analysis was conducted to determine the independent predictive value of TSAT for echocardiographic parameters (LVEF ,60%, LVH, LVEDD $ 55 mm, LVESD $35 mm, and LAD $40 mm) and inflammatory and cardiac biomarkers [high-sensitivity C-reactive protein (hs-CRP) $3 mg/dL, N-terminal pro B-type natriuretic peptide (NTproBNP) $10000 pg/mL, and cardiac troponin-T (cTnT) $ 0.1 ng/mL]. A P-value of less than 0.05 was considered statistically significant.
Results

Baseline characteristics
The baseline demographics and clinical characteristics are shown in Table 1 . The mean age was 56.4614.5 years, and 59.6% of patients were male. The most common cause of ESRD was diabetes (DM, 52.7%), followed by hypertension (16.5%). A total of 645 patients (73.4%) were treated with HD and 234 patients (26.6%) with PD. The mean values of hemoglobin (Hb) and TSAT were 8.661.4 g/dL and 28.4616.0%, respectively, and the median levels of ferritin were 201.3 (103.5-363.4) ng/mL.
When patients were divided into three groups according to baseline TSAT concentrations, age, sex, the proportion of patients on HD, the presence of DM and CV diseases, and KDQOL-SF scores were comparable among the three groups. There were also no differences in the proportions of patients on renin-angiotensin system (RAS) blockers, ESA, and supplementary iron. However, beta-blockers were more frequently prescribed in the lowest TSAT group compared to the other groups (P = 0.019) ( Table 1) . Even though only one third of patients (n = 319, 36.3%) were on iron therapy at the time of dialysis commencement, 166 patients with TSAT #20% (58.9%) were newly treated with iron agents after the initiation of dialysis. Therefore, 261 patients (92.6%) with initial TSAT #20% were on iron therapy at 3-month.
Within the laboratory and echocardiographic findings, blood urea nitrogen and creatinine levels were significantly lower in the lowest TSAT group compared to the highest TSAT group (P, 0.001), whereas serum calcium, bicarbonate, and triglyceride concentrations were significantly higher (P,0.05). There were also significant gradual increases in serum iron and ferritin concentrations and a significant gradual decrease in TIBC levels across the TSAT groups (P,0.001). However, eGFR and Hb concentrations were not significantly different among the three groups. Meanwhile, hs-CRP and NT-proBNP levels were significantly higher in the lowest TSAT group compared to the other two groups (P, 0.001 and P = 0.011, respectively). Echocardiographic parameters were comparable among the three groups ( Compared to the reference group (TSAT 20-40%), CV composite and all-cause mortality rates were significantly higher in patients with TSAT #20% (CV composite: 11.71 vs. 5.55 events per 100 patient-yr, P = 0.001; all-cause mortality: 5.38 vs. 2.31 events per 100 patient-yr, P = 0.016). In contrast, there was no significant difference in CV mortality rates among the three groups (Table 3) . Kaplan-Meier analysis also showed that the CV composite and all-cause mortality rates were significantly higher in patients with TSAT #20% compared to the other two groups (P = 0.009 and P = 0.046, respectively) ( Figure 1 ). However, there was no significant difference in the CV composite and all-cause mortality rates between the reference and TSAT .40% groups.
Multivariate Cox-proportional hazard regression analysis revealed that patients in the lowest TSAT group had 1.62-and 2.19-fold higher risks for CV composite outcome and all-cause mortality, respectively, even after adjusting for demographic characteristics, laboratory findings, and echocardiographic parameters (P = 0.046 and P = 0.030, respectively) ( Table 4) .
In another analysis, we simply dichotomized patients into 'low' and 'normal to high' TSAT groups based on TSAT concentrations of 20%, and compared the clinical outcomes between the two groups. The 'low' TSAT group had significantly higher rates of CV composite (11.71 vs. 6.15 events per 100 patient-yr, P,0.001) and all-cause mortality (5.38 vs. 2.74 events per 100 patient-yr, P = 0.008) than patients with TSAT .20%, and the hazard ratios (HRs) were 1.53 and 2.04, respectively, on the multivariate Cox regression analysis (Table S1 and S2, and Figure S1 ).
Relationships between TSAT and echocardiographic parameters
In binary logistic regression analysis for echocardiographic parameters, TSAT #20% was demonstrated to be significantly associated with LVH [odds ratio (OR) = 1.46, P = 0.048]. The ORs of TSAT #20% for LVEF ,60%, LVEDD $55 mm, LVESD $35 mm, and LAD $40 mm were also increased, but did not reach statistical significances (Table 5) .
Based on these results, we performed an additional multivariate linear regression analysis for LVMI. Along with diastolic blood pressure, underlying CV disease, SGA score, smoking status, serum Hb and albumin concentrations, and usage of RAS blockers, calcium-based phosphate binders, and iron agents, TSAT #20% was a significant independent determinant of LVMI (R = 7.151, P = 0.044) (Table S3) .
Relationships between TSAT and serum inflammatory and cardiac biomarkers
Binary logistic regression analysis revealed that there were significant independent associations of TSAT #20% with hs-CRP $3 mg/dL (OR = 2.09, P = 0.003), NT-proBNP $10,000 pg/mL (OR = 2.04, P = 0.011), and cTnT $0.1 ng/mL (OR = 2.02, P = 0.023) ( Table 6 ).
In an additional multivariate linear regression analysis, TSAT #20% was found to be a significant determinant of natural log values (Ln) of hs-CRP levels (R = 0.304, P,0.001), but not of Ln NT-proBNP (R = 0.229, P = 0.134) and Ln cTnT concentrations (R = 0.092, P = 0.406) ( Table S4 ).
Discussion
TSAT is one of the available markers reflecting the adequacy of iron for erythropoiesis and is closely correlated with Hb levels [9, 11] . Even though a number of studies have shown that anemia is an independent risk factor for CV events and mortality in ESRD patients, as well as in the general population [3, 4, 7, 25] , the impact of TSAT on clinical outcome has never been explored in dialysis patients. In the current study on incident dialysis patients with anemia, we demonstrate for the first time that the lowest TSAT group has significantly higher risk for CV composite outcome and all-cause mortality, irrespective of Hb concentrations. In addition, TSAT #20% was significantly associated with LVMI and hs-CRP levels. These findings suggest that the adverse clinical outcomes in patients with 'low' TSAT are partly attributed to LVH and inflammation.
Iron deficiency is the most frequent cause of anemia in the general population. In ESRD patients, a decrease in the production of erythropoietin is the main factor contributing to anemia, but iron deficiency anemia (IDA) is also prevalent [8] .
Even though anemia has been demonstrated to be an independent risk factor for renal function deterioration and CV morbidity/ mortality in patients with CKD [4, 7, 25] , the results of some previous studies on the impact of anemia correction on the clinical outcome of CKD/ESRD patients have not been promising, except for some improvement in quality of life [26] [27] [28] . Similarly, anemia is common in patients with CHF, most of which are attributed to 'anemia of chronic disease' or iron deficiency [5, 29, 30] . Numerous previous studies demonstrated that anemia was associated with impaired functional capacity and poor quality of life in CHF patients, which were ameliorated by elimination of the anemia [31, 32] . However, a body of evidence indicating that anemia correction has a beneficial effect on CV mortality in these patients is lacking. Based on these findings, it is still debatable whether adverse clinical outcomes in anemic patients are attributed to anemia per se or other factors contributing to anemia.
Iron is essential for normal cell physiology. In addition to its critical role in erythropoiesis, iron is involved in the process of oxygen transport and storage, oxidative metabolism including ATP (adenosine triphosphate) production at the mitochondrial electron transport chain in the form of cytochrome (a, b, c) and iron-sulfur-containing dehydrogenases, and the synthesis and/or degradation of RNA and DNA. Therefore, iron deficiency can lead to not only anemia but also various cellular dysfunctions, especially in high energy-requiring cells such as cardiomyocytes and renal cells. In the clinical field, reduced oxidative capacity caused by cytochrome dysfunction can manifest as fatigue, impaired prolonged exercise, malnutrition, and cardiac dysfunction [12, 33, 34] . A previous study by Dong et al. [13] showed that heart weight and size were significantly increased, and the left The CV composites and all-cause mortality rates were significantly higher in patients with TSAT #20% compared to the other two groups. Abbreviation: CV, cardiovascular; TSAT, transferrin saturation. doi:10.1371/journal.pone.0087231.g001 ventricular dimension and chamber volume were significantly enhanced, in rats fed an iron-deficient diet for 12 weeks. Mitochondrial swelling and abnormal sarcomere structure were also observed in ventricular tissues of the iron-deficient rats. These findings inferred that iron deficiency per se might induce cardiac dysfunction and morphological aberration. Moreover, another recent study demonstrated that patients with advanced CHF displayed significantly lower serum iron concentrations and TSAT compared to healthy controls. This study also showed that myocardial iron content and myocardial mRNA expression of the type 1 transferrin receptor, a key molecule in cellular iron transport, were significantly reduced in CHF versus non-CHF samples, suggesting a linkage among the presence of iron depletion in the failing heart, anemia, and adverse prognosis in CHF [35] . However, since hematocrit or Hb levels were significantly lower in the iron-deficiency groups in those two studies, it was difficult to conclude whether iron deficiency had a direct unfavorable impact on the heart. Recently, Jankowska et al. [15] found that iron deficiency, defined as ferritin ,100 mg/L or ferritin 100-300 mg/L with TSAT ,20%, rather than anemia, was an independent risk factor for poor clinical outcome in 546 patients with stable systolic CHF. Patients with iron deficiency had significantly lower survival rates, either when death and heart transplantation or death alone were considered events in both univariate and multivariate Cox regression models, whereas anemia was a significant predictor of adverse clinical outcome only in univariate analysis. Based on these findings, they suggested that iron deficiency had a direct deleterious effect on cardiomyocytes. The results of the present study also showed that clinical outcome was significantly worse in the lowest TSAT group, despite comparable Hb concentrations, and that TSAT #20% was a significant independent risk factor for CV composite outcome and all-cause mortality. Taken together, we surmise that the association between 'low' TSAT and adverse clinical outcome in incident dialysis patients is a consequence of iron deficiency rather than anemia in the heart, which may be partly attributed to mitochondrial cytochrome dysfunction.
In a similar context, several clinical trials have shown the beneficial effect of iron replacement therapy in CHF patients with anemia. The first randomized trial was performed by Toblli et al. [31] to evaluate the effect of intravenous iron therapy in anemic patients with CHF and CKD, and demonstrated that iron supplements substantially reduced NT-proBNP and inflammatory *Composite: composite of death and hospitalization. *CV mortality was sequentially adjusted for demographics (age, diabetes, underlying cardiovascular disease, and subjective global assessment score), medications (aspirin), laboratory parameters (albumin, glucose, alkaline phosphatase, and log transformed high-sensitivity C-reactive protein), and echocardiographic findings (left ventricular mass index and left ventricular ejection fraction). *CV composite was sequentially adjusted for demographics (age, systolic blood pressure, diabetes, and underlying cardiovascular disease), medications (aspirin, clopidogrel, vitamin D, and erythropoiesis-stimulating agents), laboratory parameters (calcium, glucose, potassium, log transformed ferritin, and log transformed highsensitivity C-reactive protein), and echocardiographic findings (left ventricular mass index and left ventricular ejection fraction). *All-cause mortality was sequentially adjusted for demographics (body mass index, Charlson Comorbidity Index, and subjective global assessment score), medications (aspirin, clopidogrel, and vitamin D), laboratory parameters (alkaline phosphatase, calcium, glucose, log transformed ferritin, and log transformed high-sensitivity Creactive protein), and echocardiographic findings (left ventricular mass index and left ventricular ejection fraction). Abbreviations: TSAT, transferrin saturation; CV, cardiovascular; HR, hazard ratio; CI, confidence interval. doi:10.1371/journal.pone.0087231.t004
status in these patients, along with an improvement in LVEF, New York Heart Association (NYHA) functional class, exercise capacity, and quality of life. However, they found that Hb levels were also significantly increased in the treatment group compared to the placebo group. Recently, two prospective randomized controlled trials showed that the correction of iron deficiency with intravenous iron conferred symptomatic benefits in patients with CHF [36, 37] . Compared to the control group, patient global assessment, exercise capacity, and NYHA functional class were significantly improved in the iron-treated group regardless of the presence of anemia, suggesting that iron deficiency per se was detrimental to the heart. Considering the results of our study, further studies on the use of intravenous iron in incident ESRD patients with 'low' TSAT will be necessary to clarify whether iron therapy can improve the clinical outcome of these patients, as in CHF patients. Meanwhile, an excess of iron can be toxic because it has the ability to accept and donate electrons by exchanging between ferrous and ferric forms. During this exchange, active free iron undergoes ''Fenton and Haber-Weiss reaction'', causing oxidative stress and organic biomolecule oxidation by releasing hydroxyl radicals and other reactive oxygen species (ROS) [38, 39] . Furthermore, in the vasculature, ROS produced at the endothelium by excessive iron is known to promote the thrombotic complications [33] . Even though ferritin concentration is usually considered a marker of iron store and has been demonstrated to be an independent predictor of clinical outcomes in not only the general population but also specific patients groups, several previous studies have found that TSAT, an indicator of a predisposition for iron overload, is also a significant prognostic factor in the general population. A cohort study using data from the First Health and Nutrition Examination Survey I (NHANES I) merged with the NHANES I Epidemiologic Follow Up Study showed that all-cause mortality was significantly increased in patients with a serum TSAT of more than 55% compared with those with saturations below this cutoff [HR = 1.60, 95% confidence interval (CI) = 1.17-2.21], on a Cox proportional hazard regression analysis [40] . In addition, Ellervik et al. [41] examined mortality according to baseline TSAT in two Danish population-based follow-up studies and demonstrated that the cumulative survival was significantly reduced in individuals with TSAT $50% vs. ,50% (P,0.0001). In that study, there was a *Left ventricular ejection fraction was adjusted for sex, body mass index, heart rates, underlying diabetes and cardiovascular disease, hemoglobin, serum glucose, albumin, and creatinine levels, log transformed high-sensitivity C-reactive protein, and usage of diuretics, beta blockers, and vitamin D. *Left ventricular hypertrophy was adjusted for sex, diastolic blood pressure, underlying cardiac disease, subjective global assessment score, hemoglobin, serum calcium, and albumin concentrations, and usage of renin-angiotensin system blockers and beta blockers. *Left ventricular end-diastolic dimension was adjusted for sex, body mass index, underlying diabetes and cardiac disease, smoking status, hemoglobin, serum phosphorus and albumin levels, log transformed high-sensitivity C-reactive protein, and usage of renin-angiotensin system blockers and beta blockers. *Left ventricular end-systolic dimension was adjusted for sex, diastolic blood pressure, underlying cardiovascular disease, smoking status, hemoglobin, serum phosphorus, albumin, and creatinine concentrations, log transformed high-sensitivity C-reactive protein, and usage of renin-angiotensin system blockers and beta blockers. *Left atrial dimension was adjusted for age, sex, pulse pressure, underlying diabetes and cardiac disease, smoking status, hemoglobin, serum albumin levels, log transformed high-sensitivity C-reactive protein, and usage of diuretics, beta blockers, calcium channel blockers, and aspirin. Abbreviations: TSAT, transferrin saturation; OR, odds ratio; CI, confidence interval. doi:10.1371/journal.pone.0087231.t005
stepwise increase in all-cause mortality, with the first significant increased risk conferred by TSAT $40%. Based on these findings, we tried to elucidate the impact of iron deficiency as well as a proxy of iron overload, and thus categorized patients into 3 groups based on TSAT; #20% (low), 20-40% (normal), and .40% (high). Even though HRs for clinical outcomes; CV mortality, CV composite, and all-cause mortality; were slightly increased in patients with TSAT .40%, there were no statistical significances. In another analysis conducted after dichotomizing the study subjects into just 'low' and 'normal to high' TSAT groups, patients with TSAT #20% showed significantly higher rates of CV composite outcome and all-cause mortality, and the HRs for each outcome were 1.53 and 2.04, respectively, which were comparable with those of the original analysis. These data indirectly implicate the lack of statistical difference between the reference group and subjects with TSAT .40%, and further clarify our finding of low TSAT (#20%) as a risk factor for adverse clinical outcomes. LVH is a well-known powerful independent predictor of CV morbidity and mortality in patients with ESRD. Furthermore, a change in LVH has been identified as a strong prognostic factor in these patients. A previous prospective study on prevalent HD patients revealed that the rates of LVMI increase were significantly higher in patients with incident CV events than in those without such events and that cardiovascular event-free survival in patients with changes in LVMI below the 25th percentile was significantly higher than in those with changes above the 75th percentile [42] . Similarly, in a cohort study of 153 incident ESRD patients receiving HD, a reduction in LV mass during a mean follow-up duration of 54 months resulted in significant decreases in all-cause and CV mortality. In that study, LV mass reduction was also independently associated with improved patient survival, even after adjustment for confounding variables [43] . On the other hand, uremia-related nontraditional risk factors, including inflammation and oxidative stress, were implicated in the pathogenesis of CV disease in dialysis patients [44] . Since accumulating evidence indicates that inflammation is an integral part of the development and progression of atherosclerosis, it has been proposed that hs-CRP concentrations are closely linked to the presence of CV disease. In addition, numerous previous studies have found that serum hs-CRP levels are predictive of CV mortality, as well as future CV events, in not only the general population but also ESRD patients [45, 46] . In this study, LVMI and serum hs-CRP concentrations were higher in the lowest TSAT group compared to the other two groups. Moreover, TSAT #20% was found to be a significant determinant of LVMI and Ln hs-CRP concentrations in multivariate linear regression analysis. Taken together, the impact of 'low' TSAT on clinical outcome in our patients seems to be partly mediated by LVH and inflammation.
Several shortcomings of the current study should be discussed. First, since the study subjects were all Korean incident ESRD patients, the association of TSAT with mortality and composite outcome may not be generalizable to other populations. Second, because only the baseline laboratory and echocardiographic measurements were used for the analysis, it was difficult to demonstrate the impact of the changes of TSAT on patients' clinical outcomes. Third, even though CV disease was the leading cause of death in our subjects, CV mortality was comparable among the three groups in spite of a significant difference in all-cause mortality, which may be attributed to 'low' CV mortality rates in the current study compared to those in previous studies on Western ESRD patients. We propose that the difference is mainly attributed to disparate ethnicities as the mortality rates of our patients were not significantly different from those of Japanese dialysis patients [47] . Fourth, we stratified the patients based on TSAT only, without considering ferritin levels, indicating that patients with TSAT #20% may not be purely iron deficient. Since ferritin is an acute-phase reactant, high ferritin concentrations with low TSAT may imply a condition of iron sequestration, which is a characteristic of 'anemia of chronic disease'. In the present study, in fact, there was a significant correlation between serum ferritin levels and Ln hs-CRP concentrations (r = 0.368, P,0.001), whereas Hb levels did not correlate with serum ferritin concentrations (r = 0.002, P = 0.954). Fifth, TSAT is also known to be influenced by nutritional status. TIBC may be decreased due to reduced transferrin synthesis in the setting of malnutrition and chronic disease, resulting in high TSAT, disproportionate to the iron content [11] . However, serum albumin levels were not signifi- *hs-CRP was adjusted for Charlson Comorbidity Index, subjective global assessment score, smoking status, hemoglobin, serum calcium, glucose, albumin, and sodium concentrations, and log transformed ferritin. *NT-proBNP was adjusted for diastolic blood pressure, underlying diabetes and cardiac disease, hemoglobin, serum glucose, albumin, creatinine, and sodium levels, log transformed high-sensitivity C-reactive protein, log transformed ferritin, log transformed troponin-T, and usage of renin-angiotensin system blockers, diuretics, and beta blockers. *Troponin-T was adjusted for sex, systolic blood pressure, underlying diabetes and cardiac disease, subjective global assessment score, hemoglobin, serum calcium, glucose, and albumin concentrations, log transformed high-sensitivity C-reactive protein, log transformed ferritin, log transformed 24-hr urine volume, left atrial dimension, left ventricular mass index, left ventricular ejection fraction, and usage of diuretics and nitrate. Abbreviations: hs-CRP, high-sensitivity C-reactive protein; NT-proBNP, N-terminal pro B-type natriuretic peptide; TSAT, transferrin saturation; OR, odds ratio; CI, confidence interval. doi:10.1371/journal.pone.0087231.t006
cantly different among the three groups, suggesting that TSAT was not largely affected by nutritional status in our patients. Sixth, data for transfusion were not available. So, we excluded patients who had a history of acute/recent bleeding in the analysis. Lastly, about one-third of patients were already taking iron or ESA agents at the time of inclusion. Nevertheless, the proportions of patients taking those medications were not significantly different among the three groups, and multivariate analysis was conducted after adjusting for these factors. Despite these limitations, to our knowledge, the current study is the first study to investigate the impact of TSAT at the time of dialysis initiation on clinical outcome in a large and single-ethnicity incident dialysis patient cohort. Further studies will be needed to elucidate whether serial monitoring, rather than a single measurement of TSAT, is helpful in identifying ESRD patients at a high risk of all-cause and CV morbidity and mortality and whether iron supplements are beneficial to clinical outcome in 'low' TSAT patients.
In conclusion, 'low' TSAT was a significant independent risk factor for CV composite outcome and all-cause mortality in incident dialysis patients with anemia. Furthermore, TSAT #20% was significantly associated with LVMI and hs-CRP concentrations. These findings suggest that the adverse clinical outcomes in patients with 'low' TSAT are partly attributed to LVH and inflammation.
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Figure S1 Kaplan-Meier curves for CV composite outcome (A) and all-cause mortality (B) according to baseline TSAT concentrations. The CV composites and allcause mortality rates were significantly higher in patients with TSAT #20% compared to patients with TSAT .20%. Abbreviation: CV, cardiovascular; TSAT, transferrin saturation. (TIF) Author Contributions
